Glycosaminoglycan mimetric peptide nanofibers promote mineralization by osteogenic cells by Kocabey, S. et al.
Acta Biomaterialia 9 (2013) 9075–9085Contents lists available at ScienceDirect
Acta Biomaterialia
journal homepage: www.elsevier .com/locate /actabiomatGlycosaminoglycan mimetic peptide nanoﬁbers promote mineralization
by osteogenic cells1742-7061/$ - see front matter  2013 Acta Materialia Inc. Published by Elsevier Ltd. All rights reserved.
http://dx.doi.org/10.1016/j.actbio.2013.07.007
⇑ Corresponding authors. Tel.: +90 312 290 3572/3552; fax: +90 312 266 4365
(M.O. Guler and A.B. Tekinay).
E-mail addresses: atekinay@unam.bilkent.edu.tr (A.B. Tekinay), moguler@
unam.bilkent.edu.tr (M.O. Guler).Samet Kocabey, Hakan Ceylan, Ayse B. Tekinay ⇑, Mustafa O. Guler ⇑
Institute of Materials Science and Nanotechnology, National Nanotechnology Research Center (UNAM), Bilkent University, 06800 Ankara, Turkey
a r t i c l e i n f oArticle history:
Received 31 March 2013
Received in revised form 18 June 2013
Accepted 8 July 2013
Available online 18 July 2013
Keywords:
Glycosaminoglycan
Self-assembly
Peptides
Mineralization
Cell–material interactionsa b s t r a c t
Bone tissue regeneration is accomplished by concerted regulation of protein-based extracellular matrix
components, glycosaminoglycans (GAGs) and inductive growth factors. GAGs constitute a signiﬁcant por-
tion of the extracellular matrix and have a signiﬁcant impact on regulating cellular behavior, either
directly or through encapsulation and presentation of growth factors to the cells. In this study we utilized
a supramolecular peptide nanoﬁber system that can emulate both the nanoﬁbrous architecture of collag-
enous extracellular matrix and the major chemical composition found on GAGs. GAGs and collagen
mimetic peptide nanoﬁbers were designed and synthesized with sulfonate and carboxylate groups on
the peptide scaffold. The GAG mimetic peptide nanoﬁbers interact with bone morphogenetic protein-2
(BMP-2), which is a critical growth factor for osteogenic activity. The GAG mimicking ability of the pep-
tide nanoﬁbers and their interaction with BMP-2 promoted osteogenic activity and mineralization by
osteoblastic cells. Alkaline phosphatase activity, Alizarin red staining and energy dispersive X-ray analy-
sis spectroscopy indicated the efﬁcacy of the peptide nanoﬁbers in inducing mineralization. The multi-
functional and bioactive microenvironment presented here provides osteoblastic cells with osteogenic
stimuli similar to those observed in native bone tissue.
 2013 Acta Materialia Inc. Published by Elsevier Ltd. All rights reserved.1. Introduction
Regeneration of damaged bone tissue is a signiﬁcant health
problem in aging populations. Fractures, degenerative diseases
and infections cause bone loss. Inducing bone formation and regen-
eration using allografts, natural extracellular matrix (ECM) compo-
nents or collagen-derived materials may cause immunological
responses or disease transmission. For this reason synthetic scaffold
materials have been developed to induce tissue regeneration [1].
Peptide amphiphilemolecules can be decoratedwith various bioac-
tive sequences in high density while self-assembling into nanoﬁbr-
illar networks similar to natural ECM [2]. These characteristics of
peptide amphiphile molecules provide considerable opportunity
to design ECM mimetic structures, which can be utilized to direct
cellular behavior and guide proper restoration of damaged tissues
by creating functional microenvironments [3–5].
The ECM plays an indispensible role in bone regeneration and
mineralization. It regulates cell-speciﬁc interactions via collage-
nous and non-collagenous molecules, which guide cellular behav-
iors such as adhesion, migration, proliferation and differentiation[6–8]. In bone tissue the ECM is composed of approximately
50–70% inorganic calcium and phosphate minerals and 20–40%
organic components, which mainly consist of collagen type I sur-
rounded by proteoglycans, glycosaminoglycans (GAGs) and other
proteins [9]. GAGs have important roles in bone remodeling, such
as stabilizing growth factors and enhancing growth factor–recep-
tor interactions [10]. Bone ECM contains a variety of sulfated and
non-sulfated GAGs, including chondroitin sulfate, dermatan sul-
fate and hyaluronan, while heparin and heparan sulfate can be
found in bone marrow [11–13]. These GAGs can trigger bone
remodeling by affecting cellular proliferation and differentiation
via binding growth factors and through direct cell surface recep-
tor activation [14]. While sulfated GAGs, including heparin and
heparan sulfate, induce binding of growth factors and facilitate
growth factor-mediatedsignaling, several non-sulfated GAGs, such
as hyaluronan, are able to interact with cell surface molecules
such as CD44, CD168, intercellular adhesion molecule (ICAM)
and hyaluronan-mediated motility receptor (RHAMM) to initiate
cellular responses such as differentiation and migration [15–18].
In previous studies over-sulfated chondroitin was shown to
promote collagen deposition, alkaline phosphatase (ALP) activity
and mineral accumulation in osteoblasts [19]. Moreover,
synthetic materials composed of sulfated hyaluronan increased
tissue non-speciﬁc ALP activity and formation of osteoblastic cell
aggregates [20].
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of growth factors interacting with GAGs are also crucial determi-
nants for bone regeneration. A large number of bone regulating
proteins and cytokines, such as bone morphogenetic proteins, tu-
mor necrosis factor (TNF)-a, osteoprotegerin, receptor activator
of nuclear factor jB ligand (RANKL) and other members of trans-
forming growth factor-b family were previously shown to interact
with GAGs [21–24]. Among them, BMP-2 is one of the most osteo-
inductive growth factors, inducing osteogenic differentiation of
multipotent mesenchymal stem cells and directing bone formation
[25–28]. BMP-2 binding GAGs found in the ECM synergistically
enhance the osteogenic activity of cells. When used with highly
sulfated heparin the osteogenic activity increases approximately
5-fold compared with BMP-2 alone [29]. Besides increasing the
biological activity of BMP-2, GAGs also serve as delivery agents
by capturing and increasing the local concentration of proteins
[30]. Therefore, utilizing a GAG mimetic system with osteoinduc-
tive properties is a promising technique for bone regeneration
applications. We have previously shown that GAG mimetic peptide
nanoﬁbers can interact with several growth factors, including vas-
cular endothelial growth factor (VEGF), ﬁbroblast growth factor-2
(FGF-2) and hepatocyte growth factor (HGF) [31], and can induce
differentiation of cells involved in angiogenesis and neural differ-
entiation [32–33]. In this study we show that GAGmimetic peptide
nanoﬁbers with sulfonate and carboxylate groups can provide a
suitable microenvironment for bone regeneration and mineraliza-
tion. We also demonstrate that these peptide nanoﬁbers bind to
BMP-2 and increase the viability, proliferation and mineralization
of osteogenic cells.2. Materials and methods
2.1. Materials
All protected amino acids, lauric acid, [4-[a-(20,40-dimethoxy-
phenyl) Fmoc-aminomethylphenoxyacetomidonorleucyl-MBHA
resin (Rink amide MBHA resin), 2-(1H-benzotriazol-1-yl)-1,1,3,3-
tetramethyluroniumhexaﬂuorophosphate (HBTU) and diisopropyl-
ethylamine (DIEA) were purchased from Nova-Biochem, ABCR, or
Sigma–Aldrich. rhBMP-2 (PHC7141), Calcein-AM and other cell
culture materials were purchased from Invitrogen. Anti-BMP-2
antibodies and reagents for ELISA assay were purchased from
R&D. All other chemicals and materials used in this study were
purchased from Fisher, Merck, Alfa-Aesar and/or Sigma Aldrich.2.2. Synthesis and characterization of peptide amphiphile molecules
Peptide amphiphile (PA) molecules were synthesized on Rink
amide MBHA resin or Fmoc-Glu(OtBu)-Wang resin using a stan-
dard Fmoc solid phase peptide synthesis method. 0.25 mmol resin
and 0.5 mmol amino acids were used in the synthesis. Amino acid
coupling was performed with 2 equivalents of amino acids acti-
vated with 1.95 equivalents of HBTU and 3 equivalents of DIEA
for 2 h. Fmoc removal was performed with 20% piperidine–dimeth-
ylformamide (DMF) solution for 20 min. 10% acetic anhydride–
DMF solution was used to permanently acetylate unreacted amine
groups after each coupling step. DMF and dichloromethane (DCM)
were used as washing solvents after each step. To synthesize sulfo-
nated PAs a p-sulfobenzoic acid was added to the side-chain of ly-
sine, which has 4-methytrityl (Mtt) side-chain protection as used
for selective deprotection of amine groups (see Scheme S1). Mtt re-
moval was performed by shaking the resin for 5 min with triﬂuo-
roacetic acid (TFA):triisopropylsilane (TIS):H2O:DCM at a ratio of
5:2.5:2.5:90. Cleavage of the PAs and protection groups from the
resin was carried out with a mixture of TFA:TIS:H2O at a ratio of95:2.5:2.5 for 3 h. Excess TFA was removed by rotary evaporation.
The PAs in the remaining solution were precipitated in ice-cold
diethyl ether overnight. The precipitate was collected by centrifu-
gation next day and dissolved in ultrapure water. This solution was
frozen at 80 C for 4 h and then lyophilized for 4–5 days. The pep-
tides were identiﬁed using a quadruple time of ﬂight mass spec-
trometer with electrospray ionization source equipped with a
reverse phase analytical high performance liquid chromatography
(HPLC). The puriﬁcation of PAs was performed using a preparative
HPLC system (Agilent 1200). In order to remove residual TFA pos-
itively charged peptide amphiphiles were treated with 0.1 M HCl
solution and lyophilized. The yield of PAs after puriﬁcation was
70% for negatively charged PAs and 90% for lauryl-VVAGK-Am
(K-PA). All peptide batches were freeze-dried and reconstituted
in ultrapure water at pH 7.4 before use.
2.3. Preparation and characterization of self-assembled PA nanoﬁbers
PA stock solutions were prepared in distilled water and
adjusted to pH 7.4 before self-assembly. For nanoﬁber formation
lauryl-VVAGEGD-K (p-sulfobenzoyl)-S-Am (SO3-PA) and K-PA
were mixed at a 1:3 ratio in order to stabilize all net charges. In
the same way lauryl-VVAGE (E-PA) and K-PA were mixed at a
1:2 ratio. For surface coatings used in cellular experiments 1 mM
PA mixture was coated on tissue culture plate (TCP) surfaces and
then placed in a fume hood to dry. To measure the thickness of
the PA coatings the coated surfaces were investigated by scanning
electron microscopy (SEM) after drying (3.64 ± 0.19 lm for SO3-
PA/K-PA and 4.27 ± 0.25 lm for E-PA/K-PA) (Fig. S9). SEM and
transmission electron microscopy (TEM) imaging techniques were
used to visualize gel formation. For SEM imaging 1 wt.% PA solu-
tions were mixed at 1:2 and 1:3 ratios and then dehydrated
sequentially in 20%, 40%, 60%, 80%, and 100% ethanol. Samples
were critical point dried with an Autosamdri-815B Tousimis
and coated with 5 nm Au/Pd before imaging. A FEI Quanta 200
FEG scanning electron microscope with an electron-transfer disso-
ciation (ETD) detector in high vacuum mode at 10 keV beam
energy was used. For TEM imaging the samples were prepared
by mixing 1 mM PA solutions at 1:2 and 1:3 ratios on a 200 mesh
carbon TEM grid. After 10 min incubation the unbound peptide
nanoﬁbers were rinsed off with water and the remaining peptide
nanoﬁbers were air-dried in a fume hood. TEM imaging was per-
formed with a FEI Tecnai G2 F30 transmission electron microscope
at 300 kV. Circular dichroism (Jasco J-815) samples were prepared
using 1  105 M SO3-PA/3  105 M K-PA and 1  105 M SO3-PA/
2  105 M K-PA mixtures. Measurements were performed from
300 to 190 nm with three acquisition points. For the Fourier trans-
form infrared spectroscopy (FTIR) analysis 1 wt.% PA mixtures
(SO3-PA/K-PA and E-PA/K-PA) were prepared, lyophilized, and pel-
lets obtained after mixing with KBr. A Vortex70 Fourier transform
infrared spectrometer was used to identify the FTIR spectrum of
the peptide nanoﬁbers in the spectrum range 4000–400 cm1. An
Anton Paar Physica RM301 rheometer was used to reveal the visco-
elastic properties of the nanoﬁber network with a 25 mm plate
conﬁguration and a gap distance of 0.5 mm at 25 C. 1 mM PA con-
centrations at the abovementioned ratios were allowed to gel for
15 min prior to measurement. Frequency sweep rheology mea-
surements were performed at 0.1% constant strain with logarith-
mic ramping from 0.1 to 100 rad s1.
2.4. Cell culture and maintenance
Saos-2 cells (human osteosarcoma cell line, ATCCR HTB-85TM)
were used in all cell culture experiments including viability, prolif-
eration, ALP activity and calcium deposition. Cells were cultured in
75 cm2 ﬂasks at 37 C in a humidiﬁed incubator and supplied with
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medium (DMEM) supplemented with 10% fetal bovine serum
(FBS), 1% penicillin/streptomycin and 2 mM L-glutamine. All cell
experiments were carried out after reaching 90% conﬂuency and
subcultured at a ratio of 1:6 or 1:8. The culture medium was chan-
ged every 3–4 days. For mineralization experiments the seeded cell
medium was replaced with osteogenic medium, DMEM with 10%
FBS supplemented with 10 mM b-glycerophosphate, 50 lg ml1
ascorbic acid and 10 nM dexamethasone, after reaching conﬂuency.
2.5. Viability and proliferation
The viability of Saos-2 cells was studied at predetermined time
intervals (1, 3, and 5 days) by Calcein-AM staining. Brieﬂy, cells
were incubated on PA-coated and uncoated 24-well TCPs at a den-
sity of 5  103 cells cm2. After 1, 3, and 5 days incubation the cell
mediumwas discarded, the cells were washedwith phosphate-buf-
fered saline (PBS) and then incubated with 2 lM Calcein-AM in PBS
for 20–30 min at room temperature. Finally, 30 random images
were taken at 10magniﬁcation from eachwell for both qualitative
and quantitative analysis by ﬂuorescence microscopy. Cells were
counted using the ImageJ system for proliferation. Proliferation
rates were determined by ﬁtting the number of viable cells on
day 1, 3, and 5 to exponential growth curves. All comparisons were
made in accordance with the doubling time of cells on TCP.
2.6. SEM imaging of Saos-2 cells on PA nanoﬁber-coated surfaces
The morphology and spreading of Saos-2 cells were determined
by SEM imaging using a FEI Quanta 200 FEG scanning electron
microscope with an ETD detector in high vacuum mode and with
a 10 keV beam energy. For this purpose stainless steel surfaces
were coated with 1 mM PAs (ratios of 1:3 and 1:2) and then the
cells were seeded on top of the coated and uncoated surfaces at
a density of 2  104 cells per well. Stainless steel served as a con-
ductive surface for SEM imaging. After 1 day incubation the cells
were rinsed with PBS and ﬁxed with 2% gluteraldehyde in PBS
for 2 h. Fixed cells were washed with PBS and then dehydrated
sequentially in 20%, 40%, 60%, 80%, and 100% ethanol. They were
then critical point dried with an Autosamdri-815B Tousimis and
coated with 5 nm Au/Pd before imaging. Energy dispersive X-ray
analysis was performed at 80 magniﬁcation to determine the
chemical composition of the samples.
2.7. BMP-2 binding assay
To analyze BMP-2 binding 1 and 0.1 mM PA solutions were
placed on ELISA plates at ratios of 1:3 and 1:2 for SO3-PA/K-PA
and E-PA/K-PA, respectively. The plate was sealed and incubated
at 4 C overnight. Next day the wells were washed three times with
washing buffer (Tween-20/PBS) and blocked with 300 ll of 1% bo-
vine serum albumin blocking solution for 2 h. After blocking the
wells were washed as above and then 100 ll of 100 or 10 ng ml1
BMP-2 solution was added (PBS was used as a negative control) for
1 h. Following BMP-2 incubation and washing 100 ll of biotinyla-
ted anti-BMP-2 antibody at a 2 lg ml1was added to the wells and
incubated for 1.5 h at 37 C. After repeating the wash step 100 ll of
streptavidin coupled to horseradish peroxidase (1:200 dilutions)
was added and incubated for 20 min in a dark room. The wells
were then washed and 100 ll of 3,30,5,50-tetramethylbenzidine
substrate was added to each. The plate was incubated at room tem-
perature for 20 min in a dark room. Finally, 50 ll of stop solution
was added to each well and the optical density measured at
450 nm after 30 min incubation (readings were subtracted from
the 540 nm absorbance). In order to determine percent binding
of BMP-2 the wells were coated with 4 lg ml1 anti-BMP-2antibody instead of peptide nanoﬁbers and incubated with 0, 10,
50, and 100 ng ml1 BMP-2. The percent binding of BMP-2 on
nanoﬁbers and bare TCP were calculated (Fig. S5) according to
the formula obtained from the polynomial equation y =
0.0001x2  0.0028x + 0.1441(R2 = 0.9986).
2.8. Alkaline phosphatase (ALP) activity assay
The ALP activity of Saos-2 cells was analyzed by measuring the
colorimetric product of p-nitrophenol due to endogenous ALP
activity after 1, 3, 7, and 10 days culture in osteogenic medium
in the presence and absence of BMP-2. Brieﬂy, cells were seeded
on PA nanoﬁber-coated and uncoated 48-well TCP surfaces at a
density of 3  104 cells per well. The next day the cell medium
was replaced with osteogenic medium with or without BMP-2.
At predetermined time points the cells were rinsed with PBS and
protein extraction was performed using a M-PER protein extraction
kit (Thermo) with 5% protease inhibitor solution at 150 ll well1
for 30 min on a shaker. After centrifugation of the samples at
14,000g for 10 min the supernatants containing protein were re-
moved and a BCA protein assay performed to quantify the amount
of protein obtained from the cells as described in the manufac-
turer’s protocol. For ALP activity 50 ll of the protein sample was
incubated with 150 ll of p-nitrophenol phosphate substrate in
96-well plates for 30 min on a shaker. Serial dilutions of p-nitro-
phenol in 0.25 M NaOH solution were used as standards. Finally,
the optical density was determined at 405 nm using a microplate
reader. ALP results were normalized to the total amount of protein
at a speciﬁc time point.
2.9. Mineralization of Saos-2 cells by Alizarin red staining
The ability for mineralized nodule formation and calcium depo-
sition by Saos-2 cells on PA nanoﬁber-coated and uncoated TCPs
were assessed using Alizarin red-S staining as described previously
[34]. In summary, cells were seeded on PA nanoﬁber-coated and
uncoated 48-well TCP surfaces at a density of 3  104 cells per well
in growth medium. The next day the cell medium was replaced
with osteogenic medium in the presence and absence of BMP-2
and the cells were incubated for 14 days. The cells were then
washed with PBS and ﬁxed in ice-cold ethanol for 1 h at room tem-
perature. Afterwards the ﬁxed cells were ﬁrst washed with dis-
tilled water and then stained with 40 mM Alizarin red-S solution
(pH 4.2) for 30 min at room temperature on a shaker. After wash-
ing four or ﬁve times with distilled water to eliminate non-speciﬁc
binding the calcium nodules were observed under a microscope.
2.10. Statistical analysis
All quantitative values are represented as means ± SEM and all
experiments were performed with at least three replicates for each
group and for at least three independent repeats. Two-way analysis
of variance (ANOVA) or Student’s t-test were used for statistical
analysis and a P value of less than 0.05 was considered statistically
signiﬁcant.3. Results and discussion
3.1. Characterization of peptide amphiphile molecules and self-
assembled nanoﬁbers
GAG mimetic and control peptide amphiphile molecules were
designed and synthesized with or without sulfonate and carboxyl-
ate groups using solid phase peptide synthesis. SO3-PA was
designed to mimic sulfonated GAGs by presenting functional
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(Fig. 1a). E-PA was designed to present carboxylate groups and
had no sulfonate groups, mimicking non-sulfated GAGs (Fig. 1b).Fig. 1. Chemical structures of peptide amphiphile molecules: (a) SO3-PA;(b) E-PA;(c) K-P
PA/K-PA. TEM images of peptide nanoﬁbers formed at pH 7.4: (f) SO3-PA/K-PA; (g) E-PAPositively charged K-PA was synthesized in order to induce nano-
ﬁber formation together with negatively charged GAG mimetic
peptide amphiphiles through electrostatic interactions (Fig. 1c).A. SEM images of the nanoﬁbrous network formed at pH 7.4: (d) SO3-PA/K-PA; (e) E-
/K-PA.
Fig. 3. Bmp-2 binding on GAG mimetic peptide nanoﬁbers analyzed by ELISA assay.
⁄P < 0.05; ⁄⁄⁄P < 0.001 (n = 3).
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when mixed with K-PA because of charge screening, hydrophobic
collapse and b-sheet driving units in the VVAG peptide sequence
at physiological pH [35]. The VVAG amino acid sequence was used
as a common peptide motif in all peptide amphiphiles, because
small side-chain residues with gradient hydrophilicity in this motif
promote b-sheet-driven nanoﬁber elongation [3–5,31–33,36]. All
of the peptide amphiphile molecules were characterized by liquid
chromatography–mass spectrometry (LC–MS) and puriﬁed by pre-
parative HPLC (Fig. S1). For charge neutralization SO3-PA and K-PA
were mixed at a 1:3 ratio to form SO3-PA/K-PA nanoﬁbers, whereas
E-PA and K-PA were mixed at a 1:2 ratio to form E-PA/K-PA nanof-
ibers. SEM images demonstrate the formation of a porous nanoﬁ-
ber network upon mixing oppositely charged PA molecules
(Fig. 1d and e). The nanoﬁber network resembles native bone
ECM, providing mechanical support and instructive cues for cells.
Previous studies have elaborated the structural resemblance of
peptide nanoﬁbers to collagenous proteins found in bone ECM,
such as collagen I, collagen III, and ﬁbrillin, whose diameters vary
from 10 to 100 nm [37–39]. TEM images revealed the formation
of nanoﬁbers with lengths ranging from a few hundred nanome-
ters to at least 1–2 lm (Fig. 1f and g). Circular dichroism measure-
ments revealed b-sheet formation with a chiral absorbance at
218 nm in both the SO3-PA/K-PA and E-PA/K-PA mixtures
(Fig. 2a). No b-sheet formation was observed when PAs were used
alone (Fig. S2), which underlines the importance of charge neutral-
ization for nanoﬁber formation. To further characterize self-assem-
bly FTIR spectra of SO3-PA/K-PA and E-PA/K-PA mixtures were
analyzed. The most intense absorption band was found at around
1639 cm1. Absorption at this wavenumber is referred to as the
amide I peak, which had previously been reported to indicate
b-sheet-rich secondary structure [40]. This observation is also con-
sistent with b-sheet-driven self-assembled nanoﬁber formation by
means of interactions between adjacent micelles, and with the re-
sults of circular dichroism measurements. The speciﬁc band at
approximately 1043 cm1 originating from S–O vibrations is a
vibration signal of a sulfonate group in the SO3-PA/K-PA mixture.
The rest of the characteristic peptide bands were similar for both
PA mixtures, including amide II and COO– stretching bands
(Fig. 2b). Frequency sweep rheology measurements at constant
strain were performed in order to investigate gel formation and
the viscoelastic properties of the gels,. The results revealed that
gel formation occurred in both the SO3-PA/K-PA and E-PA/K-PA
mixtures at 1 mM concentration, since the storage modulus was
higher than the loss modulus for all combinations (Fig. S3a and
b). Frequency sweep measurements also revealed that both PA gels
conserved their elastic behavior up to the range 50–60 rads1.Fig. 2. (a) Circular dichroism and (b) FTIR spectra of3.2. BMP binding assay
The bioactivity of GAGs mimicking peptide nanoﬁber systems
on biomineralization was tested in terms of binding efﬁcacy to
BMP-2 through an ELISA based assay. For this purpose we immobi-
lized peptide nanoﬁbers on ELISA plates at 1 and 0.1 mM concen-
trations and treated them with 100 or 10 ng ml1 BMP-2 for 2 h.
Our results showed that there was a 1.33-fold increase in binding
of BMP-2 to SO3-PA/K-PA nanoﬁbers compared with E-PA/K-PA
nanoﬁbers at 100 ng ml1 BMP-2 (P < 0.001) (Fig. 3). Polynomial
calculations revealed that 88% of total BMP-2 bound to SO3-PA/K-
PA nanoﬁbers, while 77% of total BMP-2 bound to E-PA/K-PA
nanoﬁbers. This difference indicated the effect of sulfonation on
BMP-2 binding. In contrast, growth factor binding to bare ELISA
plates was less than 10% at 100 ng ml1 BMP-2. This shows that
binding of BMP-2 to peptide nanoﬁbers is speciﬁc at both BMP-2
concentrations (P < 0.001). When 10 ng ml1 BMP-2 was used the
binding patterns of BMP-2 on the SO3-PA/K-PA and E-PA/K-PA
nanoﬁbers were consistent with those treated with 100 ng ml1
BMP-2. In addition, there was a 3.3-fold difference between BMP-
2 binding to SO3-PA/K-PA and E-PA/K-PA nanoﬁbers at 10 ng ml1
BMP-2. Similar binding patterns were observed for SO3-PA/K-PA
and E-PA/K-PA nanoﬁbers at 0.1 mM PA and 100 ng ml1 BMP-2
(Fig. S4) (SO3-PA/K-PA, 90%; E-PA/K-PA, 77%; bare surface <10%).
The similar levels of BMP-2 binding at both BMP-2 concentrations
showed saturation due to a high ligand density on the PA
nanoﬁbers.SO3-PA/K-PA and E-PA/K-PA peptide nanoﬁbers.
Fig. 4. Viability and morphology of Saos-2 cells on GAG mimetic peptide nanoﬁbers after 3 days incubation. (a and b) SO3-PA/K-PA; (c and d) E-PA/K-PA; (e and f) TCP (n = 4).
Fig. 5. Proliferation of Saos-2 cells on GAG mimetic peptide nanoﬁbers over the
course of 5 days. ⁄⁄⁄P < 0.001 (n = 4).
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In order to test the effect of GAGs mimetic peptide nanoﬁbers
on cell viability and proliferation we cultured osteoblast-like
Saos-2 cells on peptide nanoﬁbers over a 5 day period. Saos-2 cells
were viable on all surfaces after 3 days incubation (Fig. 4). SEM
images revealed that Saos-2 cells had spread and attained their
characteristic morphology on all of the surfaces by day 3
(Fig. S7). These results indicated that peptide nanoﬁbers provide
a biocompatible microenvironment for Saos-2 cells. The number
of live cells on all samples was similar after 1 day incubation,
which indicates that equal numbers of cells adhered to all surfaces
and remained viable after 24 h. At the end of day 3 the number of
live cells increased 4-fold with respect to the cell numbers on day
1, which shows that the cells had proliferated (Fig. 5). The peptide
nanoﬁber network was stable in the presence of serum proteins
and cellular activity, which is desired for sustainable induction of
osteogenesis for an at least initial period of time (Fig. S6). These re-
sults imply that GAGs mimetic peptide nanoﬁbers provide a favor-
able environment for cell viability and proliferation.
Fig. 6. Impact of GAG mimetic peptide nanoﬁbers on alkaline phosphatase activity
of Saos-2 cells in the presence (100 ng ml1) or absence of BMP-2. ⁄P < 0.05;
⁄⁄P < 0.01; ⁄⁄⁄P < 0.001 (n = 4).
Fig. 7. Alizarin red staining of mineralized in vitro bone-like nodules on GAG mimetic pep
2. (a and b) SO3-PA/K-PA; (c and d) E-PA/K-PA; (e, f) bare surface.
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TCP was about 1.3-fold higher than the number of cells on E-PA/
K-PA nanoﬁbers (P < 0.001). On day 5 the proliferation rates of cells
decreased approximately 0.74-fold on SO3-PA/K-PA and 0.78-fold
on E-PA/K-PA nanoﬁbers, however, no change in the proliferation
rate was observed for cells cultured on TCP (P < 0.001). This obser-
vation is in accord with previous reports suggesting that after con-
ﬂuency the osteogenic activity increases [41]. On sulfonated GAG
mimetic SO3-PA/K-PA nanoﬁbers Saos-2 cells exhibited decreased
proliferation and enhanced differentiation and started to form
aggregates, resulting in an increase in mineralization. A decrease
in the proliferation of osteoblasts was previously shown as a re-
sponse to GAGs [42].
3.4. Alkaline phosphatase activity
The ALP activity test is widely employed as an early marker of
osteogenic maturation, as ALP acts to produce inorganic phosphate
for calcium phosphate mineralization [43]. We tested the ALP
activity of Saos-2 cells cultured on SO3-PA/K-PA, E-PA/K-PA and
TCP surfaces after 1, 3, 7, and 10 days incubation in osteogenictide nanoﬁbers on day 14 in the (a, c and e) presence or (b, d and f) absence of BMP-
Fig. 8. SEM images and EDAX analyses of mineralized bone-like nodules on GAGmimetic peptide nanoﬁbers in the presence of BMP-2. (a and d) SO3-PA/K-PA; (b and e) E-PA/
K-PA; (c and f) bare surface.
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ples, thereafter decreasing to day 10 (Fig. 6). On day 1 cells cul-
tured on SO3-PA/K-PA and E-PA/K-PA showed higher ALP activity
compared with those cultures on TCP (P < 0.01 for SO3-PA/K-PA,
P < 0.05 for E-PA/K-PA). BMP-2 increased the ALP activity almost
2-fold on SO3-PA/K-PA nanoﬁbers and 1.5-fold on E-PA/K-PA
nanoﬁbers, while it did not change ALP activity on TCP. On day 3
ALP activity of cells were still signiﬁcantly higher on PA-coated
surfaces compared with TCP, however, BMP-2 treatment did notaffect ALP activity (P < 0.001). The presence of BMP-2 did not alter
the ALP activity of Saos-2 cells on TCP over 10 days incubation un-
der these conditions. Since GAGs stabilize growth factors and in-
crease their localization, growth factors could be more rapidly
degraded in the serum environment and internalized via cell sur-
face heparan sulfates in the absence of matrix GAGs [44]. Thus,
in the absence of extracellular GAGs a higher exogenous BMP-2
concentration might be required to induce receptor activation
and osteogenic activity. To test this hypothesis Saos-2 cells were
Table 1
Elemental analysis of mineralized bone-like nodules by EDAX spectroscopy.
Sample Elemental composition (%) Ca/P ratio
C N O Ni P Ca Cr Fe
SO3-PA/K-PA 53.34 11.44 24.55 3.87 4.98 1.82 1.29
E-PA/K-PA 58.97 7.56 2.17 2.9 0.42 0.2 6.72 21.07 0.48
Bare 16.31 2.78 12.32 0.29 0.3 14.52 53.48 1.03
The Ni, Cr, and Fe signals correspond to the stainless steel substrate, which is a conductive platform enabling SEM imaging and EDAX analysis.
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Saos-2 cells increased slightly, from 3.34 to 5.29 fold upon BMP-2
addition after 4 days incubation (Fig. S8). A similar change in the
osteogenic activity of Saos-2 cells was previously shown on
increasing the BMP-2 concentration to 500 ng ml1 [45].
Maximum ALP activity was observed on day 7 for all samples
and the highest ALP production was seen on SO3-PA/K-PA nanof-
ibers in the presence of BMP-2. On day 7 culture on SO3-PA/K-PA
nanoﬁbers enhanced the ALP activity in Saos-2 cells with respect
to both E-PA/K-PA nanoﬁbers (P < 0.001) and TCP (P < 0.001),
even in the absence of BMP-2 treatment. In the absence of
BMP-2 the ALP activity of Saos-2 cells on SO3-PA/K-PA nanoﬁbers
was signiﬁcantly higher (2.5-fold) than those on both E-PA/K-
PA and TCP. This increase in the ALP activity without BMP-2
treatment could be due to the endogenous expression of growth
factors and their autocrine signaling through interaction with
peptide nanoﬁbers and an increase of their local concentrations.
Moreover, the direct interaction of chemical groups found on
peptide nanoﬁbers, such as carboxylate groups, with cell surface
molecules, as in the CD44–hyaluronan interaction, could be
responsible for the increase in ALP expression [16,46]. BMP-2
treatment also increased the ALP activity of Saos-2 cells on both
SO3-PA/K-PA and E-PA/K-PA nanoﬁbers, whereas no such
difference was observed on TCP (P < 0.001). In the presence of
BMP-2 the ALP activity of Saos-2 cells on SO3-PA/K-PA nanoﬁbers
was also higher than those on E-PA/K-PA (2.2-fold) and TCP
(3.4-fold). On day 10 the ALP activity of the cells decreased
for all samples, but the signiﬁcant difference between peptide
nanoﬁber-coated samples and TCP continued both in the pres-
ence and absence of BMP-2. Since ALP expression is an early mar-
ker of mineralization, the decrease in ALP activity after day 7 can
be explained by the commencement of matrix mineralization,
adequate amounts of inorganic phosphate having been produced
[47]. Moreover, only cells cultured on SO3-PA/K-PA nanoﬁbers
showed higher ALP activity in the presence of BMP-2 compared
with samples without BMP-2 treatment. Overall, the ALP activity
of Saos-2 cells always remained higher on GAG mimetic PA
nanoﬁbers compared with TCP over 10 days incubation. The pres-
ence of BMP-2 increased ALP activity, particularly on sulfonated
peptide nanoﬁbers, on nearly all days tested and slightly in-
creased that of E-PA/K-PA on day 7, whereas no signiﬁcant differ-
ence was observed for TCP samples in the presence of BMP-2 on
any of the days. This result might have been caused by enhanced
cellular responses to BMP-2 in the presence of GAG mimetic pep-
tide nanoﬁbers, since heparansulfate GAGs were previously
shown to alter BMP-2 responses [44]. The difference between
the ALP activity of cells on SO3-PA/K-PA and E-PA/K-PA nanoﬁ-
bers could be due to the different binding abilities to BMP-2 of
these nanoﬁbers, as shown in Fig. 3. Since SO3-PA/K-PA nanoﬁ-
bers can bind to BMP-2 better than E-PA/K-PA nanoﬁbers they
could enhance BMP-2 activity by increasing the local concentra-
tion of BMP-2, which is endogenously secreted by osteoblasts.
Similarly to this effect, modiﬁcation of hyaluronan with sulfate
groups was previously shown to increase the binding afﬁnity
for bone morphogenetic proteins [48].3.5. Mineralization on bioactive peptide nanoﬁbers
To determine the mineral deposition ability of osteoblast-like
cells we performed Alizarin red-S staining in the presence and ab-
sence of BMP-2. Alizarin red-S staining, which chelates Ca2+, is a
commonly used method to evaluate mineralization [49]. The
migration and aggregate formation of osteoblasts prior to mineral-
ized nodule formation has previously been shown [50–52]. Saos-2
cells formed mineralized bone-like nodules upon migration on the
SO3-PA/K-PA and E-PA/K-PA nanoﬁbers after 14 days incubation,
both in the presence and absence of BMP-2 (Fig. 7). Compared with
cells cultured on E-PA/K-PA nanoﬁbers, more mineralized nodules
formed on SO3-PA/K-PA nanoﬁbers and the nodules on SO3-PA/K-
PA were larger and denser in the presence of BMP-2. Mineralized
nodule formation was also observed on E-PA/K-PA surfaces, both
in the presence and absence of BMP-2. However, no mineralized
nodule formation was observed on TCP even at the end of 14 days.
To further investigate the chemical composition of mineralized
nodules SEM and EDAX analyses were performed after 14 days
incubation on coated and uncoated stainless steel surfaces in the
presence of BMP-2. SEM images revealed the presence of calcium
and phosphate in nodules of cells cultured on both SO3-PA/K-PA
and E-PA/K-PA nanoﬁbers (Fig. 8a and b). Similar to the results
on TCP, no nodule formation was observed on uncoated stainless
steel surfaces (Fig. 8c). EDAX spectra obtained from these samples
revealed speciﬁc C, N and O peaks on both SO3-PA/K-PA and E-PA/
K-PA nanoﬁbers, indicating the presence of the peptide nanoﬁber
at the end of day 14 (Fig. 8d and e). However, Ca and P peaks were
predominantly observed on SO3-PA/K-PA nanoﬁbers. Ca and P
were also present on E-PA/K-PA nanoﬁbers, but their abundance
was dramatically lower than on SO3-PA/K-PA nanoﬁbers. The Ca/
P ratios of bone nodules formed on these peptide nanoﬁbers were
1.29 and 0.48 for SO3-PA/K-PA and E-PA/K-PA, respectively (Ta-
ble 1). Uncoated stainless steel surfaces showed Fe and Ni peaks
(as the surface was not coated with nanoﬁbers), while Ca and P
peaks were still detectable on these surfaces. The Ca/P ratio of
the bare surface was 1.03. Regarding the stoichiometric Ca/P ratios
we obtained, we deduced that deposited minerals in bone-like
nodules could be in the form of tricalcium phosphate and Ca2P2O7.
These phases were previously observed at Ca/P ratios less than
1.33 [53–54]. It is noteworthy that cells cultured on sulfonated
peptide nanoﬁbers exhibited signiﬁcantly more mineral deposition
compared with cells cultured on peptide nanoﬁbers without sulfo-
nyl groups, although the two peptide nanoﬁbers showed similar
initial responses, and no mineralized nodule formation was ob-
served on uncoated surfaces.4. Conclusions
In summary, we have demonstrated that a GAG mimetic pep-
tide nanoﬁber system could bind BMP-2 and provided a biocom-
patible environment to promote osteoblastic cell viability,
spreading and proliferation. These nanoﬁbers demonstrated osteo-
inductive properties. Osteoblast cells cultured on these peptide
9084 S. Kocabey et al. / Acta Biomaterialia 9 (2013) 9075–9085nanoﬁbers exhibited enhanced alkaline phosphatase activity and
calcium deposition, which are the main indicators of bone-like
mineralization. In addition, osteogenic activity of osteoblast-like
cells in the presence of BMP-2 was boosted by sulfonated peptide
nanoﬁbers. As a clinical extension GAG mimetic peptide nanoﬁber
structures possess the potential to be utilized in bone regeneration
applications, either being used directly or serving as a carrier when
used together with an inductive growth factor.Acknowledgements
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